Background: Pleiotropic effects on cardiovascular protection have been suggested in several oral antidiabetic drugs (OAD). The impacts of OADs on aortic aneurysm (AA) growth have been found in animal studies, but the evidence of their beneficial effects for AA protection in human are lacking. We investigated the relationship between OAD therapy and the risk of developing AA.
found in patients with small or medium size AAs [7] . Based on these results, the authors suggested that AAs might be regarded as subclinical atherosclerosis.
Pleiotropic effects on cardiovascular protection have been suggested in several oral antidiabetic drugs (OAD). Metformin, one of the oldest drugs for diabetes treatment, was shown to inhibit aortic smooth muscle cell proliferation, and matrix metalloprotein (MMP)-2 expression in experimental studies [8] . The thiazolidinediones (TZD) modulate peroxisome proliferatoractivated receptor-γ, a nuclear hormone receptor family transcription factor, which affects MMP-9 activity, and release of cytokines [9] . Another class of OAD, dipeptidyl peptidase-4 (DPP-4) inhibitors, also decreases production of reactive oxygen species (ROS) in cardiac mitochondria [10] . Whether the OAD-associated decrease in inflammation, MMP activities, and ROS production protects aortic vessel from aneurysm formation remains uncertain. Previous animal studies have tested this hypothesis by treating apolipoprotein-E (ApoE) deficient mice with metformin [11] , pioglitazone [12] , rosiglitazone [9] , and DPP-4 inhibitors alogliptin [13] and sitagliptin [14] . Development and enlargement of AA decreased in the OAD-treated mice. The results were compatible with the hypothesis.
AA is a disease of relative low incidence rate in general population. Therefore, it is difficult to conduct a randomize control study with sufficient power to investigate the correlations between OAD use and development of AA. Thus, we designed a nested-case control analysis in a real world database aim to evaluate the impact of OADs on AA occurrence.
Methods

Data source
The Taiwan National Health Insurance (NHI) program is a social insurance program organized by the government. The program was launched in 1995, providing comprehensive medical care, including outpatient care, emergency department care, hospital care, dental services, medical examinations, laboratory tests, medication prescriptions, and interventional procedures. It is compulsory for all citizens from birth, and therefore covers nearly all (98.4 %) of Taiwan's population. Except for healthcare services, the NHI Administration was also in charge of the collected database of all available records from individuals involved in the insurance, composing the National Health Insurance Research Database (NHIRD) [15] . This database was released for research purposes after encryption and deidentification with removing patient's personal information to protect individual privacy. Numerous high quality scientific research papers have been published using data from NHIRD [16, 17] .
For this study, we used the Longitudinal Cohort of Diabetes Patients data set. It is validated by the Taiwan National Health Research Institutes for research purposes [18] . This database represents most of the population of diabetic mellitus patients in Taiwan, with a sample of total 1,200,000 patients diagnosed with diabetes since 1999 [19] . It consists of deidentified secondary data for patient's privacy protection. This study was approved by the institutional review board of Taipei City Hospital (TCHIRB-10404107-W), and written informed consent of patients was waived. The diseases were defined by the International Classification of Disease, Ninth Revision, Clinical Modification (ICD-9-CM) diagnosis codes, 2001 edition.
Participants and control
In the nested case-control analysis, we aimed to identify the association between OAD use and developing of AA. We extracted all diabetes patients with age ≥20 years between January 2000 and December 2013. Cases were identified as those with either inpatient or outpatient diagnosis code of AA (441.1, 441.2, 441.3, 441.4, 441.5, 441.6, 441.7, and 441.9). The date when the coding of AA first appeared was defined as the index date. Those with previous aortic dissection (441.0, 441.00, 441.01, 441.02, and 441.03) were excluded. The accuracy of coded AA diagnoses in the NHIRD has been validated [20] . For each case, a pool of eligible controls with diagnosis of type 2 diabetes mellitus (DM) but without AA was created. The index data was the date of AA for the corresponding case. The same exclusion criteria were applied. From these eligible controls, one subject was selected randomly to match a case of AA according to duration of follow-up (cohort entry to index date), age (±5 years), sex, socioeconomic status, Charlson comorbidity index score (±3 score), adapted diabetes complications severity index score (±1 score), duration of diabetes mellitus (±3 months), and risk factor for AA including hypertension, myocardial infarction, cerebrovascular disease, chronic kidney disease, and peripheral artery disease.
Exposure assessment
For the exposure of OADs, we identified variable classes of OADs, including metformin, sulfonylureas, TZD, alpha-glucosidase inhibitors, meglitinide, DPP-4 inhibitors (approved in Taiwan in 2009) at any time prior to the index date. We collected the following information for each OAD prescription, including dispensing date, drug type, quantity, and duration of drug supply. Besides, we also identified the concomitant drugs which potentially influence the risk of AA including alpha-blocker, angiotensin-converting-enzyme (ACE) inhibitor or angiotensin II receptor blockers (ARB), beta blocker, calcium channel blocker, diuretics, antiplatelet agent, warfarin, statin, steroid, antidepressants, nonsteroidal antiinflammatory drugs (NSAID), and insulin. Moreover, we extracted the drug prescriptions retrospectively for the period extending to January 1997, and ensured that all individuals had available data for at least 3 years before study inclusion.
Statistical analysis
The baseline demographics characteristics were compared between groups. For categorical variables, Chi square test was used for analysis. For continuous variables, independent t test or Mann-Whitney U test were used. Odds radios (ORs) were used to compare the exposure of OADs between cases and controls. For OAD users, cumulative dose was categorized into quintiles to explore the dose-response relationships. We conducted conditional logistic regression with adjustment for potential confounding factors, including prescriptions of alpha-blocker, ACE inhibitor or ARB, beta blocker, calcium channel blocker, diuretics, antiplatelet agent, warfarin, statin, steroid, antidepressants, NSAID, and insulin. Statistical significance was set at p < 0.05. For data linkage, processing, and sampling, we used the Microsoft SQL Server 2012 (Microsoft Corp., Redmond, Washington, USA). All analyses were performed using STATA statistical software (version 13.0; StataCorp., College Station, Texas, USA).
Results
We had identified 4468 cases of AA and 4468 controls with DM diagnosis between 2000 and 2013. The baseline demographics were shown in Table 1 . The mean age was 67.5 years and predominately male (66.5 %). While comparing other concomitantly prescribed medications, alpha-blockers, ACE inhibitors/ARBs, beta-blockers, calcium channel blockers, diuretics, antiplatelets, warfarins, statins, and anti-depressants were more prevalent among cases than among controls. Table 2 presents the crude and adjusted ORs for the development of AA in association with OAD use compared with controls, after adjusting for all potential confounders in Table 1 Table 2 ). There was no association between developing of AA and alpha-glucosidase inhibitors (adjusted OR 0.95; 95 % CI 0.81-1.11) or DPP-4 inhibitors (adjusted OR 0.85; 95 % CI 0.68-1.07).
We further examine the dosage effect. While stratified by quantile according to the dose of OAD, the effect on AA was dose responsive for metformin (p for trend <0.001) and sulfonylurea (p for trend <0.001), but not for TZD (p for trend 0.431). The detailed results were shown in Table 3 .
Discussion
In this retrospective, nested-case control study, we demonstrated the associations of diverse classes of OADs in development of AA. After adjustment, occurrence of AA remains lower in those receiving metformin, sulfonylurea, and TZD, but not DPP4 inhibitors and alpha-glucosidase inhibitors. Dose-response relationships are seen in metformin and sulfonylurea treated groups.
Thompson et al. conducted a prospective observational study for drug effects on AA growth in 2010 [21] . Of the 1296 patients followed for 3.4 years, exposure to hypoglycemic agents was associated with a slower AA growth rate (1.70 mm per year vs. 0.74 mm per year, estimated difference −0.95, 95 % CI −1.66 to −0.25). Since there were no differences between drug classes, he attributed the protective effect to DM, instead of OADs. An epidemiologic study assessing risk factors for AA growth also revealed a 0.11 cm decrease in AA diameter per year among diabetic patients [22] . Others disclosed significant lower incidence rate of AA and lower mortality in DM patients [23, 24] . However, the influence of OADs was not taken into consideration. In comparison, our study results show that patients receiving several classes of OADs, including metformin, sulfonylurea, and TZD have lower risks, but not in those treated with alphaglucosidase inhibitor or DPP-4 inhibitor. Besides, there is a dose-response relationships and metformin and sulfonylurea treated patients. The differences between drug classes and dose-response relationships provide new evidence for the beneficial effects of OADs in AA.
Impacts of OADs on AA growth have been found in previous clinical and animal studies. Vasamsetti et al. demonstrated an attenuation of atheromatous plaque and AA formation in metformin treated ApoE(−/−) mice [11] . In the same experimental study, they found metformin induced AMPK activation. The subsequent inhibition of monocyte-to-macrophage differentiation and proinflammatory cytokine production may explain why metformin was able to protect the mice from aneurysm formation. More recently, Fujimura et al. reported that metformin is associated with a below-median enlargement rate in abdominal AA patients in a population-based study [25] . They also demonstrated that metformin dramatically inhibited the formation and progression of aneurysm in an experimental model, which was shown by preservation of smooth muscle and reduction of aortic mural macrophage, CD8 T cell, and neovascularity [25] . Similar effect was seen in TZDs. Pirianov et al. demonstrated rosiglitazone treated ApoE(−/−) mice with lower incidence of development and rupture of abdominal AA [26] . It was caused by inhibiting c-Jun N-terminal kinase phosphorylation and downregulating toll-like receptor four expression at the lesion site, leading to a decrease of CD4 antigen and reduction in proinflammatory chemokines production.
There was no direct clinical or experimental study discussing the possible mechanism of sulfonylurea's protective effect to date. Based on our current understanding of pharmacologic effect of sulfonylurea, we suggest that the SUR2 receptor, mainly expressed in the smooth muscle cell wall might play a role. An indirect evidence to this assumption was seen in a family of Cantu syndrome reported by Hiraki et al. [27] . They reported a family of Cantu syndrome, which is a genetic disorder Table 1 Characteristics of the cases and controls a Urbanization levels in Taiwan are divided into four strata according to the Taiwan National Health Research Institute publications. Level 1 designates the most urbanized areas, and level 4 designates the least urbanized areas b Charlson comorbidity index (CCI) score is used to determine overall systemic health. With each increased level of CCI score, there are stepwise increases in the cumulative mortality c Adapted diabetes complications severity index is a 13-point scale from 7 complication categories: retinopathy, nephropathy, neuropathy, cerebrovascular, cardiovascular, peripheral vascular disease, and metabolic, ranging from each complication. Each complication produced a numeric score ranging from 0 to 2 (0 no abnormality, 1 some abnormality, 2 severe abnormality) characterized by ABCC9 mutation, affecting both SUR2A and SUR2B. One of the family members was presented with AA. DPP-4 inhibitors treated individuals were not beneficial with regard to AA occurrence in our cohort. This is discrepant to previous findings in animal studies. Bao et al. used alogliptin to treat their aneurysmal rats [13] . The alogliptin treated groups had a lower rate of aneurysm expansion, and fewer ROS, MMPs expression in aneurysm walls. Lu et al. also showed significantly fewer MMP-2 and MMP-9 production, associated with lower incidence of ApoE(−/−) mice [14] . In addition, the beneficial effect of DPP-4 inhibitors on major adverse cardiac events was shown in several studies [28, 29] . Since AA have been seen as a part of the spectrum of cardiovascular disease, we assumed DPP-4 inhibitor might also possess protective effects on AA. There are three possible causes to explain the discrepancy. First, the duration of exposure to DPP-4 inhibitor may not be long enough. The first DPP-4 inhibitor was approved in Taiwan in 2009. Our case collection ended in 2013. Thus, the patients had only been taken DPP-4 inhibitor for less than 4 years. A longer follow up period is probably needed. Second, the case number may be too small. In patients enrolled in our study, only 163 individuals were prescribed with DPP-4 inhibitors in the aneurysm group, and 187 in the control group. The relatively small sample size is not enough to achieve an adequate power.
Cases
The strength of the current study is the inclusion of large cases representing the nationwide diabetes populations from 2000 to 2013, which thus minimized referral bias. Still, this study has several limitations. First, unmeasured confounding is the primary limitation inherent in the use of administrative data. Some lifestyle information and cardiovascular risk indicators such as smoking status, alcohol consumption, obesity, dietary habits, exercise condition and lipid profiles were not available through the administrative dataset. However, due to low incidence of AA, it is difficult to conduct a randomize control study with sufficient power. Second, information on indices of diabetes control, such as glycosylated hemoglobin or fasting glucose level, was lacking. Nevertheless, the observed associations between the risk of AA and different OADs with similar glucose lowering effects and indications were not all in the same direction. If the influence of OADs on aneurysm formation was mainly from the effect of the glucose-lowering, the tendency of ORs in different OADs should tend toward coherence. Furthermore, the duration and severity (evaluated by adapted diabetes complications severity index score) of type 2 DM were matched between study groups (shown in Table 1 ). Thus, it is less likely that this unmeasured confounder biased the results. Third, relevant details regarding AA severity, such as AA diameter or annual rate of AA expansion, were not available in our administrative claims data set. AAs are often asymptomatic in early stages, and they are imperceptible for general population. For those, who may have small AA but without any symptom and without further diagnosis, would not have medical record in NHIRD. Hence, it may be underestimated the true prevalence and incidence of AA in Taiwan. Fourth, on account of the present retrospective and observational study design, we were unable to determine the direction of causality. Finally, comparing with epidemiological studies in Western countries, our study showed a relatively low prevalence among Taiwanese population, which was consistent with previous studies from Asian countries (0.3-0.5 %) [30] . However, the prevalence and incident rate in Taiwan NHI database were even lower than reported rates among other Asian countries [30] . The prevalence calculated from diagnosis-specific claim data might be lower than those epidemiological data from the reports of screening programs. Therefore, the results from the present study are not necessarily applicable on Caucasian populations given the lower prevalence of AA in Asian populations.
Conclusions
Oral antidiabetic agents, including metformin, sulfonylurea, and TZD showed protective effects on abdominal AA development, but not DPP-4 inhibitors or alpha-glucosidase inhibitor. The protective effects of OADs are further confirmed by the dose responsive relations in metformin and sulfonylurea groups. In the future, well-conducted prospective studies are necessary to give stronger evidence of the OADs protective effects on AA.
